Incorporation-bv-reference of materials submitted on a compact disk. 

Applicants have submitted Sequence Listing on machine readable media with the filing of 

the application. 

Background of the Invention 
(1) Field of the Invention 

The present invention relates to compounds, some of which may be indirectly cytotoxic 
combinations of compounds, which have a high avidity for, and can be targeted to, 
selected cells. 

Background (2) Description of Related Art including Information Disclosed under 37 CFR 
1.97 and 1.98 

On page 10, after the first full paragraph and before the second full paragraph, please 
insert: 

Brief Description of the Drawings 
Page 38, starting at line 25 

Figure 1 shows schematic examples of the various types of compounds of the invention. 

Figure 2 shows a schematic diagram showing of the construction of the gene of the 
invention oxpross i ng the HMFG 1 Fab Caspaso fus i on prot ei n. St e ps A to G ar e d e scrib e d i n 
th e text below. Noto that the f i nal construct pET20HMFGLSCasp3 conta i ns the VL CL 
e xpr e ssion cass e tt e in th e Bpu1102 I s i t e . — An a l t e rnat i ve construct, l ack i ng the po l B 
s e cr e tion s i gna l for cytosol i c e xpr e ss i on i s construct e d th e sam e way, using pET21b as the 
start i ng vector, and th e f i na l c l on e i s ca lle d pET21HMFGLSCasp3. 

Figure 3 shows a the continuous nucleotide sequence of th e construct which wh e n 
e xpr e ss e d i n E. co//, w ill ass e mb le to form a HMFG1 Fab/Caspas e- 3 fus i on prot ei n. Th e 
v e ctor backbon e i s pET20b. S e qu e nc e r e ads as fo ll ows: 

P e l B secr e t i on s i gna l (und e rlin e d) 1 66; VH doma i n ( i tal i cs) 67 -4 20; CHI doma i n 121 
711; Link e r p e ptid e (und e rl i n e d) 715 759; r e- arrang e d caspas e 3/CPP - 32 ( i ta li cs) 760 
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1277; L i nk e r and Po l yhist i dino Tag coqu e nce (und e r li n e d) 1278 - 1320. Add i tiona l T7 
promoter, and r i bosom o b i nd i ng s i to 1321 1^61; P el B s e cr e t i on signa l (und e r li n e d) 
1^62 1527; VL domain 1^62 1860; CL domain 1870 2103. 

Th e r e striction s i t e s roforrod to i n Figur e 2 ar e pr e sent e d i n bold in F i gur e 3 . 



Figure 4 shows a schematic diagram showing the construction of a the vector 
(pET20scFvCasp3) expr e ss i ng tho scFv roarrang e d - Caspas e 3 fus i on prot e in. St e ps A to E 
ar e d e scr i b e d i n tho toxt. An alternat i ve construct, l ack i ng th e p e l B s e cr e t i on s i gnal for 
cytoso l ic e xpr e ss i on i s constructed tho same way, using pET21b as th e start i ng v e ctor, and 
th e f i na l clon e i s ca lle d pET21scFvSCasp3. F l anking am i no ac i d s e quoncos aro shown . 



Figure 5 shows a the continuous nucleotide and amino acid sequence of a the fusion gene 
wh i ch wh e n e xpr e ss e d i n E. co//', w ill produc e tho scFv rearranged caspaso 3 fus i on prot ei n. 
Th e v e ctor backbon e i s pET20b. S e quenc e r e ads as fo ll ows: e nd of pel B from pET20b 
vector (1 8), scFv (0 731), l i nker (732 752), rearrang e d caspaso (753 1652), His tag (1653 

Figure 6 shows an expression in E. coli BL21(DE3)pLysS of the scFv - r e arrang e d caspase 3 
fusion protein from v e ctor pET20scFvcasp3. P~ce ll p elle t, SN-bact e r i al sup e rnatant, 
M-mo le cu l ar w e ight mark e rs. Tim e cours e i s 0 to 16 hrs. Arrow i nd i cat e s posit i on of scFv - 
r e arrang e d caspas e 3 prot ei n . 

Figure 7 shows ELISA on pure CEA of th e scFv and scFv - r e arrang e d caspas e 3 fus i on 
prote i n, d e v el op e d w i th ant i- H I S antibody (Q i ag e n). Tho starting conc e ntrat i on of th e 
prot ei ns w e r e 1 |j.g/m l i n PBS . 

Figure 8 shows a PARP cleavage assay of th e scFv and scFv roarrangod caspase 3 fusion 
prot ei n a co ll l ysat e from SKOV3 c el ls, wh i ch contains ful l le ngth PARP i s i ncubat o d w i th tho 
t e st e d prot ei ns for 1 hr at 37 **C. Th e fu ll le ngth (arrow A, 130 KDa) and c le av e d PARP 
(arrow B, 85 KDa) ar e d e t e ct e d by w e st e rn b l ot. Lan e s ar e as fol l ows: (1) C ell l ysat e , 
untr e at e d, (2) C e l l lysat e tr e at e d w i th scFv r e arrang e d caspas e fusion prot ei n, (3) C ell lysat e 
tr e ated with scFv on l y. (^) C ell l ysat e t re at e d with pur e caspas e . D e t e ct i ng antibody as ant i 
PARP (Santa Cruz biochom i ca l s Ltd) . 
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Figure 9 shows cytotoxicity of 7 selected soFv caspase 3 fusion proteins and th e anti - CEA 
scFv a l on e . F i fty and t e n m i crol i troo of conc e ntratod bact o r i al supernatant w e r e add e d to 
LS17 4 T for 4 8 hr. Background va l u e s for untr e ated c el ls wer e subtract e d to g i v e actua l o ei! 
l ys i s va l u e s as m e asurod by tho Cytotox 9 6 k i t . 

Detailed Description of the invention 
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